MATERIALS AND METHODS
Macrophages were obtained from peritoneal exudate cells (PEC) of C3H/HeSlc mice injected with 0.1 mg of 0K432 (Streptococcal preparation, Chugai Pharmaceutical Co., Ltd., Tokyo) one day before the harvest. They were put into microplate, and after incubation for 90 min in a COZ incubator, the monolayers were washed vigorously to remove nonadher-ent cells. Serum free RPMI 1640 containing 1/10 volume of hybridoma culture supernatants or appropriate dilutions of purified antibodies and target cells labeled with '251-UdR were added. The released radioactivity was determined after 21-24 hr of incubation.
RESULTS
YAC-1 cells were lysed dose-dependently by the adherent peritoneal exudate cells elicited with OK-432. The lysis was inhibited in the presence of 1/10 volume of anti-Mac-1 culture supernatant, but not in the presence of anti-Mac-2, anti-I-Ak, anti-LFA-1 or anti-L3T4 (Fig. 1) . The lysis could be scarcely observed after five hours, and it took more than 15 hr to complete the reaction (Fig. 2) . F(ab')2 anti-Mac-1 also inhibited the lysis dose dependently, although the control (Fig. 3) . Other tumor cells were examined by the same way for their susceptibility to lysis by adherent PEC. RL 1 (radiation induced thymoma cells), Meth A and RDM4 (T cell leukemia cell line) were susceptible and their lysis were inhibited by anti-Mac-1. EL4, MM48 (C3H mammary tumor cells) or P815 -known to be susceptible target cells to the activated macrophages -were resistant. Because the target spectrum suggested NK cells as the effector cells, the effect of anti-Mac-1 on NK cell activity of G10-passed normal spleen cells was examned, and it showed that anti-Mac-1 had no effect on NK activity. Using cells purified by discontinuous density gradient centrifugation, the effector cells are proved to be macrophages and not neutrophils. Also other activating substances than 0K432 were studied, and Lentinan (/3-1, 3 glucan isolated from an edible mushroom, lentinus edodes, (Chihara et al. 1969) ) and TAK (a gel-forming-1, 3 glucan) were found to be as effective as 0K432. All these substances are known as activators of the alternative complement pathway (Okuda et al. i972; Matsushita et al. 1983 ). We showed here that the peritoneal cells exuding early after i.p. injection of 0K432, Lentinan or TAK have the ability to kill some tumour cells. This killing reaction was specifically inhibited by anti-Mac-1 and anti-C3. It is reported that there are two steps of activation of macrophages to perform tumour cell killing. The killing reaction by fully activated macrophages was not inhibited by antiMac-1 (data not shown). The effector macrophages reported here seem to be different from the fully activated macrophages because they are generated early ., 100 p g/ml.
(C) F (ab' )2 fragment of normal goat IgG. ., 5.5 p g/ml ; •,18 p g/ml ; o, 55 ,u g/ml.
after stimulation, and the target spectrum is not that of the fully activated macrophages. From these data it is possible to conclude that some macrophages generated early by stimulation with complement activating substances have some tumour cell's killing ability in cooperation with Mac-1 antigen.
